[Abstract] The obesity epidemic is the underlying driver of the type 2 diabetes mellitus epidemic. A remarkable accumulation of various pro-inflammatory immune cells in adipose tissues is a hallmark of obesity and leads to pathogenesis of tissue inflammation and insulin resistance. Here, we describe a detailed protocol to isolate adipose tissue stromal vascular cells (SVCs), which enrich various immune cells of adipose tissues. These SVCs can be used to examine the population and activation status of immune cells by tracking their cell surface antigens, gene expression, and activation of specific signaling pathways.
Materials and Reagents
3. Mince fat tissues on a 100-mm Petri dish by using a curved scissor.
4. Transfer minced tissues to a 50 ml Falcon tube containing digestion buffer (HBSS containing 2% BSA and 100 mM HEPES).
5. Add 10 ml digestion buffer (see Recipes) per 1 g fat tissue.
6. Incubate in an incubator shaker (secure the tubes horizontally) at 220 rpm for 10 min, 37 °C (no chunk tissue represents complete digestion).
7. Add equal volume of complete culture medium and mix to cease the digestion.
8. Filter through a nylon biopsy bag (pore size = 250 µm) into a new 50 ml Falcon tube.
9. Centrifuge at 1,500 x g at 4 °C for 10 min.
10. Decant the supernatant and re-suspend cell pellet in 1 ml of PBS/2% FBS.
11. Add 2 ml of red blood cell lysis buffer (see Recipes) (1:2) and mix.
12. Incubate on ice for 10 min.
13. Add 3 ml of complete medium (1:1) and mix.
14. Centrifuge at 1,000 x g for 5 min, 4 °C.
15. Decant the supernatant.
16. SVCs are resuspended with 0.5 ml of PBS/2% FBS and then counted using the TC20 automated cell counter. Cell concentration is adjusted to 2 x 10 6 cells per ml, and the cells are ready for the downstream experiments.
www.bio-protocol.org/e2444 2. After centrifugation at 1,000 x g for 5 min (RT), transfer the supernatant to a new tube.
3. Total RNAs are isolated using Direct-zol RNA kits.
4. RNA concentration is measured by NanoDrop 1000 spectrophotometer.
5. RNAs (500 ng) are converted to cDNA using High-Capacity cDNA Reverse Transcription Kit. Table 1 ). C. Activation of NF-κB signalling pathway of SVCs (without stimulation) was evaluated by Western blotting analysis (Antibodies information see Materials and Reagents #11). Data are presented as mean ± SEM. n = 3 per group. **P < 0.01,
